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C. parvum and C. hominis. In situ hybridization using DIG-labeled DNA probes generated 30 from 18S PCR products on the Vietnamese L. calcarifer wax block tissues showed that this 31 method could not be used to distinguish between Eimeria and Cryptosporidium, due to the 32 conserved nature of the 18S locus. A previously published study on the morphology of 33 parasite developmental stages and oocysts in the Vietnamese L. calcarifer tissues showed 34 only an intestinal Eimeria infection. The Cryptosporidium could be present at very low levels 35 undetectable by microscopy in intestines, or being ubiquitous, was a possible contaminant 36 from feed or water. While molecular analysis is a very useful tool in the study of disease and 37 identification of aetiological agents, this study reiterates the importance of demonstrating 38 Vietnam and wax block tissues of L. calcarifer from Australia, using a Qiagen DNeasy tissue 86 kit (Qiagen, Germany). Nested PCRs of a fragment of the 18S locus of Cryptosporidium was 87 conducted as previously described (Ryan et al., 2003) . For Eimeria, a hemi-nested PCR was 88 used. The primary amplification was conducted using the primers EIF1 5'-GCT TGT CTC 89 
